USSN 10/823,995 


-2- 


Atty Dkt. No. 072121-0389 
16325.009 


In the Specification: 

Please amend the specification as follows: 

1 . Please delete paragraph [0231] on pages 89 and 90, and replace it 
with the following paragraph: 

[0231] The kinase activity of various protein tyrosine kinases can be measured by 

providing ATP and a suitable peptide or protein tyrosine-containing substrate, and assaying 
the transfer of phosphate moiety to the tyrosine residue. Recombinant proteins 
corresponding to the cytoplasmic domains of the flt-1 (VEGFR1), KDR (VEGFR2), and 
bFGF receptors were expressed in Sf9 insect cells using a Baculovirus expression system 
(InVitrogen) and purified via Glu antibody interaction (for Glu-epitope tagged constructs) or 
by Metal Ion Chromatography (for His 6 (SEQ ID NO: 1) tagged constructs). For each assay, 
test compounds were serially diluted in DMSO then mixed with an appropriate kinase 
reaction buffer plus ATP. Kinase protein and an appropriate biotinylated peptide substrate 
were added to give a final volume of 100 \iL, reactions were incubated for 1-2 hours at room 
temperature and stopped by the addition of 50 jaL of 45mM EDTA, 50mM Hepes pH 7.5. 
Stopped reaction mix (75 yiL) was transferred to a streptavidin coated microtiter plate 
(Boehringer Mannheim) and incubated for 1 hour. Phosphorylated peptide product was 
measured with the DELFIA time-resolved fluorescence system (Wallac), using a Eu-labeled 
anti-phosphotyrosine antibody PT66 with the modification that the DELFIA assay buffer was 
supplemented with 1 mM MgCI 2 for the antibody dilution. Time resolved fluorescence was 
read on a Wallac 1232 DELFIA fluorometer. The concentration of each compound for 50% 
inhibition (IC 50 ) was calculated by non-linear regression using XL Fit data analysis software. 

2. Please delete paragraph [0232] on page 90, and replace it with the 
following paragraph: 

[0232] Flt-1, KDR, and bFGFR kinases were assayed in 50 mM Hepes pH 7.0, 2 mM 

MgCI 2 , 10 mM MnCI 2 , 1 mM NaF, 1 mM DTT, 1 mg/ml BSA, 2 |iM ATP, and 0.42 ^iM biotin- 
GGGGQDGKDYIVLPI-NH? (SEQ ID NO: 2). Flt-1, KDR, and bFGFR kinases were added at 
0.1(ig/mL, 0.05 jag/mL, or 0.1 jig/mL respectively. 

3. Please insert the Sequence Listing filed concurrently herewith 
following the abstract and renumber page 1 of the Sequence Listing as page 103. 


